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FIGURE 2 
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There are over 300 
commercially available 
suHonyf chlorides with 
varying R groups. 



= linker ol varied 
constitution and 
length 



1 . Sulfonate estor formation 

2. Oxidative cleavage 
of alkene 

3. Coupling of resultant 
carboxytlc ackl with 
various biolinylated 
conjugates 



R - pyrtdyl. substituted pyrldyt, an/!, 
eubstituled aryl. heter ©aromatic, 
or various alkyl moieties 

= linker of vailed constitution 
and length 



(9) = biotin 

Icheme 1 . A pathway tor syntheses of various biotlnylated sulfonate esters for use in activity-based proieomics studios. 



CHO 
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1.4- addition of a carbon 
nucleophile or a thiolate 
Ion or a thlyl radical to the 
convex face of enal I 



a 



NHOH-HCI 



e 0 ^ ^ 



(commercially available) 
NaHC0 3 (5 equiv.) 
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Available in three stops from 
1 -cnethylamtno- 1 ,3-butadione 
end acrolein by the method of 
Sorervsen, E.J. ef a/, (see Angew. Chom. 
tnt Ed. 1999. 33, 971-974). 



: alkyl. aryt, substituted aryt, 
heteroaromatlc, thioalkyl. 
or thioaryt mototies. 



1. AcCI. Et 3 N, Et 2 0,| 
O *C -n1 I 

2. AcOH, NaOAc. rt 1 



^-^ I ch,o T 



Acylatlon of hydroxy! 

group of V with various 
iotinylated conjugates 



— linker ol varied constitution 
end length 

(b) =l blotfn 

H - alkyl, aryl, subetttuled aryt. 
heteroaromatlc. thloalkyf, 
or ihioaryl motetles. 
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1.LiAIH 4 . Et 2 0 
2.2 N Ha 

3. MsCI, EUN; then 
6 N NaOH, MeOH 

4. f-BuONa. Mel, THF 



hA OAc 
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FIGURE 7 




FIGURE 7 




FIGURE 8 
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TsCI CL I 



X = OH 
2.X = OTs 
l_3,X = l 






FIGURE 9 
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RSO3CI 



pyridine, 0°C 



BuCl3-H z O 
NalO« 

CH 3 CN-CCl4-H z O 
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1. DA.ST 

2. NHS 



| 3.H 



. H 7 N-Bk>tin 
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FIGURE 10 




FIGURE 11 
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FIGURE 12 




FIGURE 13 
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1S9.6I18 QAF1GSPWR 
41ft FFlFGPVQO!MK 
JSS4 8168 VFANAYIJSrH aCsSTK 
1631.7957 1FVEKSYYRKFVR 
164^ 7974 IFlNNRWim SVSC.K 
168Q 813 1 FJjnKWn YFYTT1 X 
904 .9507 IHGOTIPSDClMPTynt 

97? GF FYQ TrYFSffYTIJiMR 
fSS.OR75 YVIjCTNPITfy irNQGPOIDK 
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BL-21 Cells - - + + 
Testis Proteome + + — — 

A + - + - 



FIGURE 14 
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Competitor # 
[Competitor 0*M)} 
A 



0 
+ 



15 17 16 15 17 16 
0 5 5 5 50 50 50 



FIGURE 15 




FIGURE 16 



pH 66778899 




FP-peg-biotin 



pH 66778899 




FP-biotin 



FIGURE .1 7 




FIGURE 18 



FP-peg-biotin + + + + + +- - - 
FP-biotin - -----++ + 

OTFMK o 0.20050 5 i 0 20050 



FIGURE 19 




Avid in 
(1Xexp) 



Avidin 



FIGURE 20 



FP-peg-biotin - 

FP-biotm + 

Preheated + 
119 
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FP-biotin O'M) 0.5 11 2 2 4 4 8 8 
Preh*ated - + - + - 

119- 

79- 




c 



FP-peg-biotin <>M) 0.5 1 1 2 2 4 4 
Preheated -44-- + - 
139- 1 
79- 



8 S 




D 

FP-peg-biotin (jiU) 1 2 8 




One minute 
reaction 



FIGURE 22 
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FIGURE 23 
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FP-peg-biotin + 
Preheated + 




acylpepude hydrobse. 82^kDa 
prolytoligopcp»'idflsc, 80 kX>a 

carboxylesterase 1 . R0 kOa 
carboxylcsicrasc I0.60KD* 

long chain acyl CoA hydrolase, 48 kDa 

^ — 



unknown, hydrolase 45 VDa 



PAF aoccylhydrolasc. al subuiut, 32 VDa 
PAF acctylhydroUsc <x2 subunit, 30 kDa 



